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We examined agonist−induced changes in cytosolic
concentrations of inositol 1,4,5−trisphosphate (IP3) in
rat salivary acinar cells using the cytosolic IP3−biosen-
sor “cLIBRAvIIS”, containing a histidine tag. We con-
structed a cLIBRAvIIS−expressing plasmid vector, and
transfected this plasmid into COS−7 cells. Fluorescent
proteins were collected by TALON® beads in cytosolic
proteins from cLIBRAvIIS−transfected cells. To evalu-
ate the binding properties with IP3 on purified
cLIBRAvIIS, IP3−induced changes in the fluorescence
ratio (Ratio) were measured using an imaging system
and a microplate reader. Various concentrations of IP3
(0.003−30 µM) induced elevations in the Ratio in a
concentration−dependent manner (Kd value : 66 nM),
indicating that purified cLIBRAvIIS has a sufficient
binding function as an IP3 − biosensor. We then at-
tempted to inject purified cLIBRAvIIS into rat parotid
acinar cells using a micro−electroporation system, and
observed fluorescence in approximately 12% of acinar
cells. When cLIBRAvIIS − injected acinar cells were
stimulated with carbachol (100 µM), a muscarinic ace-
tylcholine receptor agonist, sustained elevations in the
Ratio were observed during the stimulation. Our results
show that purified cLIBRAvIIS would be a useful tool
in the monitoring of changes in IP3 in isolated living
cells.
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